and Vα24-Jα18 in humans, paired with diverse TCR β-chains using Vβ8.2, Vβ7 and Vβ2 in mice and Vβ11 in humans. [2] [3] [4] The less explored type II NKT cells utilize a diverse TCR repertoire both in mice and humans. [5] [6] [7] [8] Type I NKT cells are reactive to the glycolipid α-galactosylceramide (α-GalCer), a strong inducer of anti-tumour immunity in mice. [9] [10] [11] [12] When loaded on CD1d-tetramers, CD1d/α-GalCer forms a stable reagent that can be used for detection of type I NKT cells. 13, 14 This has been instrumental for generating detailed information on type I NKT cells and has helped to establish an immunoregulatory role of these cells. In contrast, type II NKT cells recognize a diverse repertoire of lipid antigens, and as for today, no unique cell surface marker has been identified for this subset, making broad studies of type II NKT cells difficult. 8 Significant information has been provided by studies of a transgenic mouse expressing a type II NKT cell TCR. [15] [16] [17] [18] [19] 
| Stimulation and staining for intracellular cytokines
For intracellular staining, B220/CD11b/CD11c/CD8α-positive splenocytes from the DKO mice were first depleted by magnetic-activated cell sorting (MACS) using anti-mouse biotinylated mAbs against B220 (clone RA3-6B2, BioLegend), CD11b (Clone M1/70, BioLegend), CD11c (clone HL3, BD Biosciences) and CD8α (clone 53-6.7, BD Biosciences), and anti-biotin MicroBeads (Miltenyi Biotec, Bergisch Gladbach, Germany) following manufacturer's instructions. Enriched cells were stimulated with PMA (50 ng/mL) and ionomycin (500 ng/mL; Sigma Aldrich) in the presence of Brefeldin A (eBioscience) in RPMI complete medium (10% foetal bovine serum, 1% penicillin-streptomycin, 1% HEPES, 1% NaP and 0.1% β-mercaptoethanol) for 4 hours in 5% CO 2 at 37°C. Cells were surface stained as described above, fixed and permeabilized using intracellular fixation and permeabilization buffer (eBioscience) and stained with PE-IFN-γ (clone XMG1.2), PE-IL-4 (clone 11B11) and PE-IL-17 (clone TC11-18H10) mAbs (all from BD Biosciences). Transcription factors in unstimulated cells were stained with PE-promyelocytic leukaemia zinc finger (PLZF; clone Mags.21F7, eBioscience), PE-Cy7-Tbet (clone 4B10, eBioscience) and PE-CF594-RORγt (clone Q31-378, BD Biosciences) mAbs using Foxp3 staining buffer (eBioscience). Cells were always stained with LIVE/DEAD® aqua stain (Life Technologies), and fluorescence minus one (FMO) was used as background control. Data were acquired using LSRII (BD Biosciences) cytometer and analysed using FlowJo v.10 software (Tree Star, Inc).
| Statistical analyses
The unpaired two-tailed Mann-Whitney U test evaluated statistical differences between groups. Data are expressed as mean ± SD for each group, and P-values < 0.05 were considered to be statistically significant. These tests were performed using Prism GraphPad Software, version 8. which is similar to the phenotype described for both the TCR-transgenic and sulphatide-reactive type II NKT cells; however, the differences did not reach statistical significance. Figure 5A and Figure  S1A ). PLZF + cells were also enriched (on average 7%-15%) among NKG2D + DN cells compared with total DN cells (on average 6%-11%; Figure 5A , Figure S1A ). Staining of PLZF in NKG2A/C/E + CD4 + and DN cells yielded similar results ( Figure S1B ). This shows that CD4 + and DN NKG2D + cells in both DKO strains display significant as mean ± SD. Each dot represents one experiment with splenocytes pooled from two mice. * indicates P < 0.01 as calculated by Mann-Whitney U test (two-tailed) used to assess statistical significance expression of the NKT cell-associated transcription factor PLZF.
| PLZF is expressed in

| CD4 + NKG2D + cells from DKO mice produce IFN-γ but little IL-4 and IL-17
Previously, functional subsets of type I NKT cells have been defined that produce different sets of cytokines similar to the conventional CD4 + cells denoted TH1, TH2 and TH17 cells. 32 As for conventional CD4 + cells, the cytokine production by these type I NKT cell subsets is associated with the expression of different transcription factors. 32 
| DISCUSSION
